Immunoblot analysis of whole-cell lysates COS-7 cells were transiently transfected to express WT and mutant GFP-SRY-FL and GFP-SRY-HMG, and whole-cell lysates were produced as described previously [1] 24 h p.t. Briefly, intact cells were harvested using 0.02 % EDTA, washed twice with PBS, and resuspended in cell lysis buffer [10 mM Tris/HCl (pH 7.4), 150 mM NaCl, 0.5 mM EDTA, 0.5% Nonidet P40 and Complete TM EDTA-free protease inhibitor cocktail tablets] for 30 min and insoluble materials were removed by centrifugation at 20 000 g at 4 • C for 15 min. Protein levels were assessed by Western blot analysis using anti-GFP antibodies; in all cases, proteins were expressed in intact form, and to comparable levels within the limits of transfection efficiency variability. 
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